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Functional conservation of the wingless–engrailed interaction as
shown by a widely applicable baculovirus misexpression system
Daniel I. Oppenheimer*, Angus M. MacNicol† and Nipam H. Patel*‡
Background: The expression patterns of the segment polarity genes wingless
and engrailed are conserved during segmentation in a variety of arthropods,
suggesting that the regulatory interactions between these two genes are also
evolutionarily conserved. Hypotheses derived from such comparisons of gene
expression patterns are difficult to test experimentally as genetic manipulation is
currently possible for only a few model organisms.
Results: We have developed a system, using recombinant baculoviruses, that
can be applied to a wide variety of organisms to study the effects of ectopic
expression of genes. As a first step, we studied the range and type of infection
of several reporter viruses in the embryos of two arthropod and one vertebrate
species. Using this system to express wingless, we were able to induce
expression of engrailed in the anterior half of each parasegment in embryos of
the fruit fly Drosophila melanogaster. Virus-mediated wingless expression also
caused ectopic naked ventral cuticle formation in wild-type Drosophila larvae. In
the flour beetle, Tribolium castaneum, ectopic wingless also induced engrailed
expression. As in Drosophila, this expression was only detectable in the anterior
half of the parasegment.
Conclusions: The functional interaction between wingless and engrailed, and
the establishment of cells competent to express engrailed, appears to be
conserved between Drosophila and Tribolium. The data on the establishment of
an engrailed-competent domain also support the idea that prepatterning by
pair-rule genes is conserved between these two insects. The recombinant
baculovirus technology reported here may help answer other long-standing
comparative evolutionary questions.
Background
Comparisons of gene expression patterns have been a
useful way to approach questions in evolution and devel-
opment. The major drawback to this methodology has
been the inability to test many of the hypotheses derived
from these comparative studies in non-model systems [1].
For example, expression patterns of the segment polarity
genes wingless (wg) and engrailed (en) are conserved in all
arthropods studied to date, including the fruit fly
Drosophila melanogaster, the beetle Tribolium castaneum and
the grasshopper, Schistocerca americana [2–4] (D. DiPietro
and N.H.P., unpublished observations). This conservation
of expression suggests conservation of function, but there
has been no way to test this idea directly. Mutational
screens in Tribolium have identified both pair-rule and
segment polarity mutants, but we do not yet know to
which genes these mutants correspond [5,6]. In many
model systems, misexpression assays have been a useful
way to analyze gene function. For example, retrovirus-
mediated gene misexpression has been a powerful way to
analyze limb development during chick embryogenesis
[7,8]. Although P elements are effective for studying mis-
expression of genes in Drosophila, there are no generally
applicable methods for studying gene function in non-
Drosophilid arthropods. Here, we describe the develop-
ment of a system using recombinant baculoviruses for
gene misexpression in a wide variety of organisms, includ-
ing the arthropods Drosophila and Tribolium, and verte-
brates such as Xenopus.
Baculoviruses are double-stranded DNA viruses best known
for their use in recombinant protein expression [9,10].
We chose baculoviruses as the delivery vector to express
genes ectopically for several reasons: recombinant bac-
uloviruses are simple and inexpensive to engineer; they
can enter many different cell types and species; they are
relatively safe to use; and, finally, these viruses have a
large capacity for DNA inserts [11–18]. Baculoviruses can
infect post-mitotic cells, but are not capable of integrat-
ing into the genome of an infected cell and replicate only
in host (Lepidopteran) cells. We constructed bac-
uloviruses (Autographa californica nucleopolyhedrovirus)
carrying the gene of interest under the control of the
truncated promoter for the D. melanogaster heat shock
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protein 70 (Hsp70) [19], and injected these recombinant
baculoviruses into Drosophila, Tribolium and Xenopus
laevis embryos. 
Results and discussion
Expression of reporter baculoviruses in embryos
We first used baculoviruses expressing β-galactosidase
(v-h/lacZ), nuclear localized β-galactosidase (v-h/nuclacZ),
or green fluorescent protein (v-h/GFP) to study general
infection and expression dynamics in D. melanogaster
(Figure 1). Expression was detectable within 2 hours after
injection into Drosophila embryos, and embryos injected at
the cellular blastoderm stage (stage 5) still showed
detectable levels of expression as first instar larvae
24 hours later. As the DNA core of baculoviruses must
separate from the viral envelope by endocytosis in a cell,
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Figure 1
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Baculovirus-mediated gene expression in Drosophila embryos and
larvae, and Lepidopteran cells. Anterior is to the left in all panels.
Drosophila (a–g,i,j) embryos and (k,l) larvae, and (h) Lepidopteran
cells. (a) Dissected stage 14 embryo injected at stage 7 with v-h/lacZ.
Ectodermal cells expressing β-galactosidase (brown) are prevalent
along the midline (arrow) and up to two-thirds of the way around one
side of the embryo (arrowhead). (b) Higher magnification view of
(a) showing β-galactosidase expression in neurons on and near the
midline (arrow); β-galactosidase can also be seen throughout a
developing axon (arrowhead) from one of these neurons. (c) Lateral
view of a whole mount of a stage 13 embryo injected laterally at
stage 5 with v-h/lacZ and stained for β-galactosidase (black) and En
(brown). Expression of β-galactosidase is restricted predominantly to
dorsal and lateral ectoderm and amnioserosa (asterisk). The normal
striped pattern of En expression shows that infection has not visibly
affected segmentation of the embryo. (d) Whole-mount embryo at
stage 11 injected dorsally with v-h/nuclacZ at stage 5 and stained for
β-galactosidase (black) and En (brown); β-galactosidase expression is
mostly in the amnioserosa nuclei (asterisk) and nuclei of the
dorsal-most ectoderm. (e) Dissected stage 11 embryo injected on the
ventral side with v-h/lacZ at stage 7 and stained for β-galactosidase
(black) and En (brown); β-galactosidase expression is largely confined
to the ventral midline of the embryo (arrow). Arrowhead, the En stripe
of the first thoracic segment. (f) Side view of a stage 10 embryo
injected on the ventral side with v-h/nuclacZ at stage 7;
β-galactosidase accumulation (black) is seen in nuclei of midline
mesectodermal and neural cells. En staining is in brown. (g) Ventral
view of a stage 16 embryo injected and stained as in (f). Again,
β-galactosidase expression is mostly restricted to ectodermal and
neural cells along the ventral midline from the first abdominal segment
and posterior (arrow). (h) S. frugiperda (Sf9) cells infected with a virus
expressing both the Ultrabithorax (Ubx) gene and lacZ
(v-h/Ubx + h/lacZ). The photograph was taken at the edge of a focus
of infected cells formed by initial infection with a single viral particle
(the virus is able to spread from cell to cell as the cell line is derived
from its normal host). All infected cells (arrow) are both blue
(β-galactosidase staining in the cytoplasm) and brown (antibody
staining for Ubx) whereas uninfected cells show neither staining
(arrowhead). (i) GFP expression in a lateral view of a living stage 10
embryo injected ventrally at stage 6 with v-h/GFP. The bright-field view
of the embryo has been merged with a GFP fluorescence image. GFP
expressing cells are visible along the ventral midline in the posterior
abdominal region (arrow). (j) Same embryo as in (i), but allowed to
develop for another 5 h and viewed at stage 14. The germ band has
now shortened, and GFP expression is seen in the same set of cells in
the midline of the abdomen (arrow). (k) Living first instar larvae that had
been injected with v-h/GFP as described in (i). Several patches of
GFP-expressing cells are seen on the ventral surface of the ectoderm
(arrow). (l) Higher magnification view of GFP-expressing cells from the
lateral side of the larvae in (k).
efficient infection requires injection after cellularization of
the embryo and into an extracellular space. Intriguingly,
although β-galactosidase expression was controlled by the
truncated hsp70 promoter, no heat shock was necessary to
induce expression. We checked whether virus infection
itself induced a stress response that was in turn responsi-
ble for initiating expression. Using a monoclonal antibody
to Hsp70, however, we were unable to detect expression
of Hsp70 protein from the endogenous hsp70 gene in
virus-infected cells of injected wild-type Drosophila
embryos. Thus, viral infection does not induce a stress
response in infected cells. Enhancers on the viral genome
near the hsp70 promoter may be responsible for the
observed constitutive expression [20].
Regions of infection and, to a certain degree, cell types
infected, could be controlled by site and time of injection.
For example, by injecting into the ventral side of the
embryo just before gastrulation, we could largely restrict
infection to mesodermal cells. Progressively more lateral
injections biased infection towards the ventral ectoderm
plus nervous system, lateral ectoderm, and dorsal ectoderm
plus amnioserosa (Figure 1a–d). Strikingly, injections on the
ventral side of the embryo just after gastrulation (stage 6)
resulted in infection that was largely restricted to the ventral
midline of the embryo (presumably because the virus solu-
tion is mechanically trapped in the narrow ventral indenta-
tion running the length of the embryo shortly after
gastrulation; Figure 1e–g). Further, by injecting into the
space between the gut and central nervous system at
stage 12, internal tissues such as fat body and macrophages
could be targeted (data not shown). Injections into the yolky
center of the embryo before gastrulation (at the cellular or
syncytial blastoderm stages) resulted in infection of the
midgut presumably because the injected solution remains
within the yolk and does not come into contact with cells
until the midgut moves into this region. Not unexpectedly,
β-galactosidase expression was mosaic, but we could fre-
quently obtain embryos where up to 50% of the ectodermal
cells within several adjacent segments were infected. 
To determine the efficiency of infection, we compared
infection rates of baculovirus in Drosophila tissue culture
cells (Schneider line 2) with rates in Lepidopteran tissue
culture cells (Spodoptera frugiperda line 9; Sf9 cells). We
found that Drosophila cells required approximately twice
the number of infectious units as Lepidopteran cells to
infect the same number of cells (data not shown). In
Drosophila embryos, we estimated that, at the highest con-
centration of virus, we injected approximately 500–1000
infectious units and that about half that number of embry-
onic cells were infected. Although lacZ expression was
clearly achieved with baculovirus infection, it is worth
noting that, as the viral genome does not integrate into the
host cell genome and, thus, viral genomes may unevenly
segregate into daughter cells, lineage tracing with bac-
uloviruses is probably unreliable. Typically, 10–30% of
mock-infected and virus-infected embryos displayed mor-
phological defects as a result of injection trauma, but most
of the remaining embryos went on to develop normally
(Figure 1i–l). There was also some mortality associated
with injection and infection (Table 1). 
Embryos of T. castaneum, the red flour beetle, showed
similar infection dynamics (Figure 2). For example, when
embryos were injected in the posterior at the blastoderm
stage or just after gastrulation, and examined 24–48 hours
later, much of the infection, as assayed by β-galactosidase or
GFP expression, was in the posterior end, but small clusters
of cells throughout the ectoderm and mesoderm of the
embryo were also infected (Figure 2a–c). Injections into
later-stage embryos could result in infection that was
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Table 1
Effects of injection of v-h/lacZ and v-h/nuclacZ on Drosophila and Xenopus development.
Stage of injection Number of embryos Injected material Number of hatched larvae or Number with lacZ expression (%)
injected normal embryos at time of fixation (%)
Drosophila
Stage 5/6 85 Buffer 36 hatched larvae (42%) Not assayed
Stage 5/6 83 v-h/lacZ 24 hatched larvae (29%) Not assayed
Stage 7/8 34 Buffer 14 hatched larvae (41%) Not assayed
Stage 7/8 157 v-h/lacZ 55 hatched larvae (35%) Not assayed
Stage 5 63 v-h/lacZ 59 normal at stage 11 (94%) 45 (71% of injected embryos)
Stage 5 68 v-h/lacZ 60 normal at stage 14 (88%) 48 (70% of injected embryos)
Xenopus
Stage 20 45 v-h/nuclacZ 42 normal at stage 38 (93%) 41 (91% of injected embryos)
These are examples of typical results from injection experiments of
these and other viruses. The first set of Drosophila data shows
survivorship to hatching as first instar larvae when embryos at various
stages are injected with v-h/lacZ. The second set of Drosophila data
shows the percentage of embryos displaying β-galactosidase
expression; all embryos were injected at the same stage but fixed at
different stages. 
limited to specific regions and structures of the embryo. We
estimated the efficiency of infection in Tribolium embryos
at about 25%, that is, if 500 infectious particles were
injected, then approximately 125 cells became infected.
Baculoviruses have been shown to infect a broad range of
vertebrate cell cultures [12,14,15] but it has not been
established whether vertebrate embryos can also be
infected. To determine whether baculovirus-mediated
gene misexpression would also be useful for studying ver-
tebrate development, v-h/lacZ baculoviruses were injected
into the blastocoel of stage 8 (blastula) X. laevis embryos.
Detectable levels of β-galactosidase were observed until at
least stage 40, five days after injection (data not shown).
The injected Xenopus embryos showed expression of
β-galactosidase in many cell types including muscle, noto-
chord, neural and ectodermal cells (Figure 2d,e). Infected
regions became increasingly mosaic with time as cells con-
tinued to divide and the viral genomes were distributed to
a smaller proportion of cells. Baculoviruses could also be
injected at later stages of development. Xenopus embryos
(stage 20) injected with v-h/nuclacZ virus into the neural
tube exhibited substantial infection within a restricted
region of the embryo (Figure 2f,g; Table 1). Thus, the bac-
ulovirus system offers potential for the manipulation of
developmental processes in later stages of embryogenesis,
which cannot be performed presently using standard
mRNA or plasmid injections [21]. Furthermore, the tech-
nique can be refined to infect tissue explants for use in
transplantation analyses. 
An additional illustration of the versatility of the bac-
ulovirus system comes from the insertion of multiple, inde-
pendent constructs into a single viral genome. For
example, we constructed a single virus containing both the
Hox gene Ultrabithorax (Ubx) and lacZ (v-h/Ubx + h/lacZ).
Infection of host cells (Figure 1h) and Drosophila embryos
(data not shown) revealed expression of both Ubx and
β-galactosidase proteins from this virus. Using lacZ as a
marker in this way will be useful when there are no anti-
bodies to the gene of interest; this concept can be extended
to using GFP in combination with a gene of interest to
study the effects of gene misexpression in living embryos.
Functionality of virus-expressed wg in Drosophila
Having demonstrated that baculoviruses can express
foreign genes in embryos, we began to test specific devel-
opmental and evolutionary questions. Specifically, we
addressed the hypothesis that the role of wg in segmenta-
tion is evolutionarily conserved between Drosophila and
Tribolium. In Drosophila, wg, expressed in the posterior of
each parasegment, is required for the maintenance of en,
another segment polarity gene expressed in stripes imme-
diately posterior to the cells expressing wg [22]
(Figure 3a,b). The wg gene is also required for the proper
patterning of the larval cuticle [23]; denticle formation is
repressed in areas where wg is expressed at high levels,
leading to naked (denticle-less) regions on the ventral side
of the embryo [22,23]. P-element-mediated transformation
of Drosophila with constructs resulting in ectopic expression
of wg has helped to elucidate these functions of wg [24] and
we wanted first to demonstrate that these results could be
reproduced in Drosophila using baculovirus-mediated wg
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Figure 2
Baculovirus-mediated expression of cytoplasmic β-galactosidase,
nuclear β-galactosidase and GFP in Tribolium and Xenopus embryos.
Anterior is to the left in all panels. (a) Tribolium embryo injected shortly
after gastrulation with v-h/nuclacZ, fixed during germ-band extension,
and stained for β-galactosidase (black) and En (brown);
β-galactosidase expression is prominent in a large posterior patch
(arrow) and in scattered cells throughout the rest of the embryo. The
normal striped pattern of En expression indicates that viral infection
has no obvious effects on subsequent embryonic patterning. (b,c) Live
Tribolium embryos injected with v-h/GFP shortly after gastrulation.
GFP expression is seen in various patches (arrowheads) throughout
the embryo in (b), but restricted to a single large patch (arrow) at the
posterior end of the embryo in (c). (d,e) Xenopus embryo injected with
v-h/lacZ into the blastocoel at stage 8 and fixed at stage 27. Scattered
β-galactosidase staining is seen throughout the embryo in (d). The high
magnification view in (e) shows β-galactosidase staining of an isolated
muscle cell (arrow) within a somite. (f,g) Xenopus embryo injected with
v-h/nuclacZ in the neural tube at stage 20 and fixed at stage 38.
(f) Low magnification view showing β-galactosidase activity in a large
patch within the neural tube (arrow). (g) Higher magnification view
showing infected cells within the neural tube and also in the ectoderm
at the needle entry point (arrowhead).
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expression, and thus establish a proof-of-principle for this
methodology. For these experiments, we used a Drosophila
mutant that does not express detectable Wg protein (wgcx4).
Without wg expression, en expression is initiated normally
but is not maintained as wg is required for continued en
expression [22] (Figure 3c,d). When wg-expressing bac-
ulovirus (v-h/wg) was injected into stage 5–6 embryos,
virus-delivered wg was expressed by stage 8–9 (2–3 hours
post-injection), the stage at which en is normally main-
tained by wg expression. In a wgcx4 mutant, either unin-
jected or injected with v-h/lacZ virus, en expression in the
thorax and abdomen faded completely by stage 12, except
for expression in the central nervous system which is not
dependent on wg (Figure 3c,d). In wgcx4 embryos injected
with v-h/wg virus, patches of ectodermal en expression were
detectable in close proximity to the ectopic wg expression
(Figure 3e,f; see Table 2 for data on survival and proportion
of embryos with ectopic expression), showing that func-
tional Wg protein capable of inducing en expression could
be produced from the baculovirus-infected cells. 
In a wild-type embryo at stage 10, the two to three rows of
cells posterior to each Wg stripe, that is, the cells at the
anterior of the next parasegment, express En. In wgcx4
embryos with virus-mediated ectopic wg expression,
however, the En-expressing domain could be wider (four
or five cells wide or about half the segment width), but did
not cover the width of the entire segment (Figure 3f) even
though infected cells were randomly distributed through-
out the ectoderm. This observation is consistent with the
results obtained from wild-type Drosophila embryos con-
taining a transgene with a heat-shock inducible wg con-
struct [24]. When wg is expressed in all ectodermal cells,
only cells in the anterior half of each parasegment are
competent to express en, which is thought to be due to
pair-rule prepatterning dividing the segment into wg-com-
petent and en-competent domains [25]. Thus, our bac-
ulovirus-mediated wg misexpression data confirm the
existence of an en-competent domain in Drosophila.
We also analyzed the effect of baculovirus-expressed
ectopic wg on denticle belt formation. When wg is overex-
pressed before stage 12, denticle formation is inhibited
[24]. As described above, injections on the ventral side of
the embryo just after gastrulation resulted in infection that
was largely restricted to the ventral midline of the animal
(see Figure 1e–g). We injected wild-type embryos with
v-h/wg or v-h/lacZ virus in this way, and then examined
the cuticles of larvae that hatched and emerged from the
egg. Approximately 50% of the hatched v-h/wg-injected
larvae showed gaps in the denticle belt pattern (Figure
3h). By contrast, in uninjected and v-h/lacZ-injected
larvae, less than 1% had gaps in denticle belts (Figure 3g).
Consistent with the position of the injection, these gaps
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Figure 3
Effects of baculovirus-mediated wg expression
in Drosophila embryos and larvae. Anterior is
uppermost in all panels. (a,b) Uninjected wild-
type Drosophila embryo, (c,d) uninjected wg
mutant embryo (wgcx4) and (e,f) wgcx4 embryo
injected with v-h/wg, and stained for (a–d) En
alone (black) or (e,f) both En (black) and Wg
(brown). (a,c,e) Low magnification views; (b,d,f)
corresponding higher magnification views.
(b) In a wild-type germ-band-extended
Drosophila embryo, En stripes are about two to
three cells wide (red bracket). In a wg mutant
embryo, (c) En expression in the ectoderm
disappears, but (d) remains in the central
nervous system (arrowhead). Virally-mediated
Wg expression (brown staining; prominent
expressing ectodermal cells indicated with
arrows in panel f) in a wg mutant results in
expression of En in patches that are wider (four
to five cells wide; red bracket in panel f) than in
wild-type embryos. (g) Virally-mediated
expression of β-galactosidase along the ventral
midline causes no cuticle defects in a
Drosophila larva, but (h) virus-mediated
expression of wg along the ventral midline
causes the replacement of denticles with naked
cuticle as is also seen when wg is expressed
under the control of the heat shock promoter in
transgenic Drosophila [24] (see Figure 1g for
infection pattern of this type of injection).
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were typically found along the ventral midline or immedi-
ately adjacent to the ventral midline. From these experi-
ments, we conclude that the ectopically expressed wg
delivered by baculovirus is functional and causes the
expected phenotypes in Drosophila.
Functional interaction between wg and en in Tribolium
Embryonic pattern formation has been studied most
extensively in Drosophila but most arthropods, such as Tri-
bolium, have significant morphological differences in early
embryogenesis compared with Drosophila. Whereas
Drosophila embryos have long-germ development, in
which all segments are simultaneously defined, Tribolium
displays short-germ development, in which segments are
progressively defined in an anterior-to-posterior direction.
Furthermore, the Drosophila segmental pattern forms in a
syncytium while much of the Tribolium pattern forms in a
cellular environment. Nevertheless, the general expres-
sion patterns of developmental genes appear similar
between these two insects [3,4,26,27].
In both Tribolium and Drosophila, Wg is normally expressed
in a stripe just anterior to En (at the posterior end of each
parasegment) and, on the basis of this pattern of expres-
sion, it has been suggested that wg interacts with en in the
same way in both insects [3]. To test this hypothesis
functionally, we injected early Tribolium embryos, which
were initiating segmentation, with v-h/wg virus. Exten-
sive misexpression of wg led to morphologically aberrant
embryos with widened En stripes (data not shown),
similar to the effects seen in Drosophila. Even more infor-
mative, embryos containing only scattered cells mis-
expressing wg (Figure 4; Table 2) showed that wg
misexpression just posterior to a normal En stripe could
result in ectopic en expression and that ectopic en was
expressed up to three cells away from a single wg-express-
ing cell (Figure 4a,b). Furthermore, whereas ectopic en
expression extended approximately three cells more pos-
terior from the normal En stripe, in segments where
virally-mediated Wg protein was expressed just anterior
to wild-type en expression (within the normal domain of
wg expression or just anterior to it), no ectopic En was
detected (Figure 4b). This result suggests that an en-com-
petent domain exists in Tribolium as in Drosophila.
Another possibility that might also explain this restricted
expression of en is that the diffusion of ectopic Wg may be
controlled such that Wg can only travel in one direction.
In the context of our experiments, however, we detected
Wg diffusion several cell lengths in all directions from the
infected cell (Figure 4a). By analyzing infected embryos,
we determined that this en-competent domain covered
approximately half the segment (Figure 4d), which is
comparable to the results from Drosophila. This also sup-
ports the concept that the ectoderm is already pre-pat-
terned into competent domains earlier in development. 
Finally, we noted a temporal aspect of en regulation by
wg in Tribolium; en expression is not normally seen in the
posterior growth zone, and ectopic wg expression in this
region could not induce ectopic (and precocious) en
expression (data not shown). In older embryos, as well,
ectopic wg expression could not induce ectopic en
expression (Figure 4c). As Tribolium segments develop
in a progressive anterior to posterior pattern [4], scat-
tered infection with v-h/wg in a single embryo can illus-
trate these temporal effects; the anteriormost segments
can already be non-responsive, middle segments can
show ectopic en expression, and the posterior region
shows no engrailed expression. This suggests that, as in
Drosophila, there is a specific developmental window in
the segmentation process where wg signaling is able to
maintain en expression. 
Conclusions
These data provide further evidence that, although Tri-
bolium development differs morphologically from
Drosophila development, establishment of en-competent
domains and the interaction between wg and en is con-
served. Although the wg–en interaction might be pre-
dicted from previous comparisons of gene expression,
the demonstration of an en-competent domain in Tri-
bolium can only come from the type of functional/genetic
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Table 2
Effects of v-h/nuclacZ and v-h/wg on ectopic En expression in Drosophila and Tribolium.
Stage of injection Number of embryos Injected material Number with ectopic Number with ectopic 
injected Wg expression En expression
Drosophila*
Stage 5 131 v-h/nuclacZ 0 (0%) 0 (0%)
Stage 5 132 v-h/wg 86 (65%) 18 (21%)
Tribolium†
Cellular blastoderm 58 v-h/nuclacZ 0 (0%) 0 (0%)
Cellular blastoderm 137 v-h/wg 21 (14%) 10 (7%)
*Drosophila embryos were fixed and assayed for Wg and En expression at stage 10–15. †Tribolium embryos were fixed and assayed for Wg and
En at full germ-band extension.
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analysis described here. Establishment of domains that
are competent to express en or wg in Drosophila is thought
to be defined by overlapping repression of en by the
genes sloppy-paired and naked, and activation of wg by
sloppy-paired [25,28]. We predict that the Tribolium ortho-
logues of these genes may also define en-competent and
wg-competent domains during Tribolium segmentation.
As much of Drosophila pattern formation occurs in a syn-
cytial environment, whereas Tribolium patterns are
defined mostly in a cellular environment, we might
expect that there are different ways of creating a seg-
mental pattern. Our results suggest that, despite the
morphological differences between early segmentation
in Drosophila and Tribolium, several of the steps in the
process of pattern formation at the level of segment
polarity genes are conserved between these two insects.
There are, however, several genes in Tribolium that are
expressed somewhat differently from their homologues
in Drosophila [29,30]. The functional roles of these genes
are subjects of future study.
There are several transgenic systems presently available for
ectopic misexpression in animal embryos including retro-
viruses, P elements, and plasmid-based systems [31–35].
The production of transgenic animals requires substantial
resources and time, particularly for those organisms that
have a long generation time. Baculoviruses are relatively
cheap, simple and safe to produce, do not require intracel-
lular injection, and as we have shown here, are capable of
providing useful infection in animals as diverse as
Drosophila, Tribolium, and Xenopus. In tandem with
Sindbis virus [36] and interfering RNA [37,38], we believe
this system will be useful for studying developmental
processes in a range of species, and particularly important
for investigating molecular mechanisms regulating pattern
formation and the evolution of development. 
Materials and methods
Recombinant baculovirus construction
The following recombinant viruses were used in this paper: v-h/lacZ,
which expresses cytoplasmic b-galactosidase [39]; v-h/nuclacZ,
which expresses b-galactosidase fused to a nuclear localization
sequence (derived from pSP6nucbgal from R. Harland); v-h/wg,
which expresses full-length Drosophila Wg (derived from pSP65wg
from A. Bejsovec); v-h/GFP, which expresses full-length enhanced
GFP (E-GFP; derived from pEGFP-1 from Clontech); v-
h/Ubx + h/lacZ, which expresses full-length Drosophila UbxIIa
(derived from pKSUbxIIa from M. Akam) and b-galactosidase. A cas-
sette was constructed by inserting the gene of interest behind the
hsp70 promoter derived from pAcDZ1 (described in [40]). Each cas-
sette was then inserted into a transfer vector (named 3272 transfer
vector) containing homologous viral sequences around the region of
the polyhedrin gene. Baculoviruses were constructed by homologous
recombination using BacPak (Clontech) as the parental virus and the
transfer vector containing the cassette. The v-h/Ubx + h/lacZ virus
was made by using v-h/Ubx virus as the parental virus and a transfer
vector (derived from the PstI G fragment of the baculovirus genome)
containing an hsp/lacZ cassette. Recombinant viruses were purified
by three rounds of end-point dilution and confirmed by restriction
analysis, sequencing and immunohistochemistry. More detail con-
cerning construction and purification of baculoviruses can be found
in the Supplementary material. Viral titers ranged from 5 × 107 to
2 × 108 PFU/ml. See [19] for detailed protocols. It should be noted
that the cloning capacity of baculoviruses is at least 30 kb, but no
upper limit has been established [11]. For example, baculoviruses
containing double genomes have been described [18], suggesting
that it may be possible to construct viruses with inserts over 100 kb
in size.
Virus preparation and injection
Baculovirus was prepared for injection using filter-sterilized buffers and
autoclave-sterilized centrifuge and microfuge tubes. Baculovirus was
prepared for injection by prespinning the medium for 10 min at 800 × g
to remove particulate matter, then pelleting 5–10 ml of virus through a
25% (w/v) sucrose cushion (sucrose dissolved in 0.1 × PBS, pH 6.2)
for 30 min at 80,000 × g. The pelleted virus was rinsed once with
Figure 4
Effect of baculovirus-mediated wg expression in Tribolium embryos.
Anterior is to the left in all panels. Histochemical staining for En
(black) and virally-produced Drosophila Wg (brown). (a) Virus-
mediated Wg expression in a single cell (yellow arrow) of a germ-
band extending embryo located posterior to the normal domain of En
expression (black) causes ectopic En expression in surrounding
cells. The En stripes are normally three to four cells wide (red
bracket) and ectopic En-expressing cells can be located two to three
cells posterior to the normal domain. (b) Scattered infected cells
expressing Drosophila Wg show that only certain domains of the
Tribolium embryo are competent to respond to Wg signaling by
expressing En. Infected cells just posterior to a normal En stripe
(yellow arrows; red brackets indicate the normal width of engrailed
expression) can lead to ectopic En-expressing cells, but infected
cells just anterior to the En stripe (arrowheads) are not capable of
causing ectopic En expression. (c) Ectopic expression of wg in older
(fully germ-band extended) embryos is also not capable of causing
ectopic En expression. Although the Wg-expressing cells
(arrowhead) are just posterior to the En domain, ectopic expression
at this time has no effect on En expression. (d) Schematic illustration
of the relative position of normal En (black) and Wg (brown; from [3])
expression relative to the parasegment boundaries (vertical green
lines at the bottom). The ectopic expression of Wg in Tribolium
reveals that the domain of cells competent to express En stretches
slightly posterior to the domain that normally does express En. This is
consistent with the relative placement of en-expressing and en-
competent domains in Drosophila.
Current Biology   
(c) (d)
(a) (b)
Wg
En
en competent
0.1 × PBS, repelleted in a microfuge tube and resuspended in a volume
of 5 µl. Virus titer was in the range 1010–1011 PFU/ml. Concentrated
virus was injected within 6–8 h after concentration. Drosophila and Tri-
bolium embryos were dechorionated, lined up on coverslips, briefly des-
iccated and covered in halocarbon oil. Insect embryos were injected
using a standard Drosophila microinjection rig (Narishige 300 IM
microinjector). Drosophila and Tribolium were injected in the peri-
vitelline space between the vitelline membrane and ectodermal cells
using a modification of [41] described here. Injection needles were
pulled using standard microinjection parameters. Rather than the typical
5 µm diameter used for P-element injection, needles used for virus
injection had diameters of 2 µm (see Supplemental material for a photo-
graph). Embryos were lined up and placed on coverslips such that the
desired location for injection was against the coverslip (for example, for
ventral injections, Drosophila embryos were lined up ventral side down
on the coverslip). Embryos were desiccated enough so that slight wrin-
kling was visible when focusing on the interface between coverslip and
embryo (a flattened oval of vitelline membrane pressed against the cov-
erslip). The needle was lowered until it just touched or was just above
the coverslip and then just the tip was gently inserted into the embryo.
When the needle is in the perivitelline space and virus injected, the
embryo rocks slightly but there is no disturbance of individual tissues.
Xenopus embryos were injected with a standard Xenopus oil-driven
injection rig. Survival was typically 60–70% for stage 8 embryos and
> 95% for stage 20 embryos (see Table 1). Xenopus embryos were
staged according to [42]. Injected Drosophila and Xenopus embryos
were incubated at 18°C and injected Tribolium embryos were incu-
bated at 25°C.
Embryo fixation and immunohistochemistry
Drosophila and Tribolium embryos were fixed on the coverslip by
rinsing off the halocarbon oil with heptane, letting the coverslips air dry
briefly and then placing the entire coverslip in a 35 mm dish containing
3 ml 3.7% formaldehyde in PEM buffer for 18 min. To permit even pen-
etration of fix into the embryo, eggs were gently poked with a very fine
tungsten needle just after placement in the fixation buffer. Fixed
embryos were rinsed with 100% methanol and then rinsed with PBS
pH 7.4 containing 0.1% Triton X-100 and 0.1% bovine serum albumin.
Embryos were dissected in this solution and then histochemically
stained using the protocol described in [43]. Expression of β-galactosi-
dase was assayed by immunohistochemistry with a rabbit antibody to
β-galactosidase (Jackson Labs); GFP was assayed in living embryos by
fluorescence microscopy; Wg protein was assayed using a mouse
monoclonal to Drosophila Wg [44], and Ubx protein was assayed with
a mouse monoclonal antibody specific for Drosophila Ubx (FP3.3) [45].
Xenopus embryos were fixed for 20–30 min in 3.7% formaldehyde in
PEM buffer and assayed for β-galactosidase expression by X-gal stain-
ing [21]. For both v-h/Ubx and v-h/wg infections, we estimate that
expression from viral infection is approximately 3–5 times higher than
endogenous levels of expression. See Supplementary material for a
photograph of v-h/Ubx infection illustrating this.
Supplementary material
Supplementary material including additional methodological detail
and two figures showing ectopic Ubx expression in Drosophila
embryos and the needles used for injection is available at
http://current-biology.com/supmat/supmatin.htm.
Acknowledgements
We thank Loy Volkman and Jan Washburn for the v-h/lacZ virus and bac-
ulovirus DNA fragments used for transfer plasmids; Stephen Cohen, Rob
White and Susan Lindquist for antibodies; Richard Harland, Amy Bejsovec,
and Michael Akam, respectively, for the nuclear lacZ, Drosophila Wg and
UbxIIa cDNAs; Jeff Neul, Eva Decotto and John Hudson for advice on
Drosophila microinjection; Cory Kending and Ramanuj Dasgupta for techni-
cal assistance; William Browne for constructing the v-h/GFP virus; and Greg
Davis, Sabbi Lall, Jon Walsh and Bridget Lear for comments. D.I.O. was a
Howard Hughes Medical Institute Associate and is presently an NSF/Sloan
Postdoctoral Fellow in Molecular Evolution, A.M.M. is supported by NIH
grant CA 70846 and N.H.P. is an Assistant Investigator of HHMI. 
References
1. Patel NH: Developmental evolution: insights from studies of
insect segmentation. Science 1994, 266:581-590.
2. Patel NH, Martin-Blanco E, Coleman KG, Poole SJ, Ellis MC,
Kornberg TB, Goodman CS: Expression of engrailed proteins in
arthropods, annelids, and chordates. Cell 1989, 58:955-968.
3. Nagy LM, Carroll S: Conservation of wingless patterning functions
in the short-germ embryos of Tribolium castaneum. Nature 1994,
367:460-463.
4. Brown SJ, Patel NH, Denell RE: Embryonic expression of the single
Tribolium engrailed homolog. Dev Genet 1994, 15:7-18.
5. Maderspacher F, Bucher G, Klingler M: Pair-rule and gap gene
mutants in the flour beetle Tribolium castaneum. Dev Genes Evol
1998, 208:558-568.
6. Sulston IA, Anderson KV: Altered patterns of gene expression in
Tribolium segmentation mutants. Dev Genet 1998, 23:56-64.
7. Kengaku M, Capdevila J, Rodriguez-Esteban C, De La Peña J,
Johnson RL, Belmonte JCI, Tabin CJ: Distinct WNT pathways
regulating AER formation and dorsoventral polarity in the chick
limb bud. Science 1998, 280:1274-1277.
8. Logan M, Tabin CJ: Role of Pitx1 upstream of Tbx4 in specification
of hindlimb identity. Science 1999, 283:1736-1739.
9. Smith GE, Summers MD, Fraser MJ: Production of human beta
interferon in insect cells infected with a baculovirus expression
vector. Mol Cell Biol 1983, 3:2156-2165.
10. Merrington CL, Bailey MJ, Possee RD: Manipulation of baculovirus
vectors. Mol Biotechnol 1997, 8:283-297.
11. Fraser MJ: Ultrastructural observations of virion maturation in
Autographa californica nuclear polyhedrosis virus infected
Spodoptera frugiperda cell cultures. J Ultrastruct Mol Struct Res
1986, 95:189-195.
12. Boyce FM, Bucher NL: Baculovirus-mediated gene transfer into
mammalian cells. Proc Natl Acad Sci USA 1996, 93:2348-2352.
13. Carbonell LF, Klowden MJ, Miller LK: Baculovirus-mediated
expression of bacterial genes in dipteran and mammalian cells.
J Virol 1985, 56:153-160.
14. Shoji I, Aizaki H, Tani H, Ishii K, Chiba T, Saito I, et al.: Efficient gene
transfer into various mammalian cells, including non-hepatic cells,
by baculovirus vectors. J Gen Virol 1997, 78:2657-2664.
15. Condreay JP, Witherspoon SM, Clay WC, Kost TA: Transient and
stable gene expression in mammalian cells transduced with a
recombinant baculovirus vector. Proc Natl Acad Sci USA 1999,
96:127-132.
16. Harrap K: Serological studies and surveys of laboratory workers. In
Baculoviruses for Insect Pest Control: Safety Considerations. Edited by
American Society for Microbiology. Washington, D.C.; 1975:106-108.
17. Rogoff MH: Exposure of humans to nuclear polyhedrosis virus
during industrial production. In Baculoviruses for Insect Pest
Control: Safety Considerations. Edited by American Society for
Microbiology. Washington, D.C.; 1975:102-105.
18. Skuratovskaya IN, Fodor I, Strokovskaya LI: Properties of the nuclear
polyhedrosis virus of the great wax moth: oligomeric circular DNA
and the characteristics of the genome. Virology 1982, 120:465-471.
19. O’Reilly DR, Miller LK, Luckow VA: Baculovirus Expression Vectors: a
Laboratory Manual. New York City: W.H. Freeman and Co.; 1992.
20. Pelham HR: A regulatory upstream promoter element in the
Drosophila hsp 70 heat-shock gene. Cell 1982, 30:517-528.
21. Vize PD, Melton DA, Hemmati-Brivanlou A, Harland RM: Assays for
gene function in developing Xenopus embryos. Methods Cell Biol
1991, 36:367-387.
22. Bejsovec A, Martinez Arias A: Roles of wingless in patterning the
larval epidermis of Drosophila. Development 1991, 113:471-485.
23. Bejsovec A, Wieschaus E: Segment polarity gene interactions
modulate epidermal patterning in Drosophila embryos.
Development 1993, 119:501-517.
24. Noordermeer J, Johnston P, Rijsewijk F, Nusse R, Lawrence PA: The
consequences of ubiquitous expression of the wingless gene in
the Drosophila embryo. Development 1992, 116:711-719.
25. Ingham PW, Taylor AM, Nakano Y: Role of the Drosophila patched
gene in positional signalling. Nature 1991, 353:184-187.
26. Patel NH, Condron BG, Zinn K: Pair-rule expression patterns of
even-skipped are found in both short- and long-germ beetles.
Nature 1994, 367:429-434.
27. Sommer RJ, Tautz D: Expression patterns of twist and snail in
Tribolium (Coleoptera) suggest a homologous formation of
mesoderm in long and short germ band insects. Dev Genet 1994,
15:32-37.
Research Paper  Conservation of wingless–engrailed interaction Oppenheimer et al. 1295
28. Cadigan KM, Grossniklaus U, Gehring WJ: Localized expression of
sloppy paired protein maintains the polarity of Drosophila
parasegments. Genes Dev 1994, 8:899-913.
29. Brown SJ, Hilgenfeld RB, Denell RE: The beetle Tribolium castaneum
has a fushi tarazu homolog expressed in stripes during
segmentation. Proc Natl Acad Sci USA 1994, 91:12922-12926.
30. Wolff C, Sommer R, Schroder R, Glaser G, Tautz D: Conserved and
divergent expression aspects of the Drosophila segmentation
gene hunchback in the short germ band embryo of the flour
beetle Tribolium. Development 1995, 121:4227-4236.
31. Gaiano N, Amsterdam A, Kawakami K, Allende M, Becker T, Hopkins N:
Insertional mutagenesis and rapid cloning of essential genes in
zebrafish. Nature 1996, 383:829-832.
32. Jordan TV, Shike H, Boulo V, Cedeno V, Fang Q, Davis BS, et al.:
Pantropic retroviral vectors mediate somatic cell transformation
and expression of foreign genes in dipteran insects. Insect Mol
Biol 1998, 7:215-222.
33. Mertz JE, Gurdon JB: Purified DNAs are transcribed after
microinjection into Xenopus oocytes. Proc Natl Acad Sci USA
1977, 74:1502-1506.
34. Rubin GM, Spradling AC: Genetic transformation of Drosophila
with transposable element vectors. Science 1982, 218:348-353.
35. Spradling AC, Rubin GM: Transposition of cloned P elements into
Drosophila germ line chromosomes. Science 1982, 218:341-347.
36. Lewis DL, DeCamillis MA, Brunetti CR, Halder G, Kassner VA, et al.:
Curr Biol, 1999 9:1279-1287.
37. Kennerdell JR, Carthew RW: Use of dsRNA-mediated genetic
interference to demonstrate that frizzled and frizzled 2 act in the
wingless pathway. Cell 1998, 95:1017-1026.
38. Brown SJ, Mahaffey JP, Lorenzen MD, Denell RE, Mahaffey JW: Using
RNAi to investigate orthologous homeotic gene function during
development of distantly related insects. Evol Dev 1999, 1:11-15.
39. Engelhard EK, Kam-Morgan LN, Washburn JO, Volkman LE: The
insect tracheal system: a conduit for the systemic spread of
Autographa californica M nuclear polyhedrosis virus. Proc Natl
Acad Sci USA 1994, 91:3224-3227.
40. Zuidema D, Schouten A, Usmany M, Maule AJ, Belsham GJ, Roosien J,
et al.: Expression of cauliflower mosaic virus gene I in insect cells
using a novel polyhedrin-based baculovirus expression vector.
J Gen Virol 1990, 71:2201-2209.
41. Bossing T, Technau GM: The fate of the CNS midline progenitors
in Drosophila as revealed by a new method for single cell
labelling. Development 1994, 120:1895-1906.
42. Nieuwkoop PD, Faber J: Normal table of Xenopus laevis (Daudin).
Amsterdam: North-Holland Publishing Company; 1967.
43. Patel NH: Imaging neuronal subsets and other cell types in whole-
mount Drosophila embryos and larvae using antibody probes.
Methods Cell Biol 1994, 44:445-487.
44. Brook WJ, Cohen SM: Antagonistic interactions between wingless
and decapentaplegic responsible for dorsal-ventral pattern in the
Drosophila leg. Science 1996, 273:1373-1377.
45. White RA, Wilcox M: Protein products of the bithorax complex in
Drosophila. Cell 1984, 39:163-171.
1296 Current Biology Vol 9 No 22
Because Current Biology operates a ‘Continuous Publication
System’ for Research Papers, this paper has been published
on the internet before being printed. The paper can be
accessed from http://biomednet.com/cbiology/cub — for
further information, see the explanation on the contents page.
Functional conservation of the wingless–engrailed interaction as
shown by a widely applicable baculovirus misexpression system
Daniel I. Oppenheimer, Angus M. MacNicol and Nipam H. Patel
Current Biology 25 October 1999, 9:1288–1296
S1
Supplementary materials and methods
Information about baculovirus techniques as well as insect cell culture
can be found in [S1]. All page numbers mentioned below refer to
[S1]. Unless otherwise noted, protocols for baculovirus preparation
and purification were followed exactly as indicated in [S1].
BacPak viral DNA can be purchased ready for use in homologous
recombination from Clontech. BacPak virus contains a lacZ gene in
place of the polyhedrin gene, and the transfer vector I used contains
the polyhedrin gene. Thus, recombinant baculoviruses can be identi-
fied by their lack of the lacZ gene, which can be visualized by lack of
X-gal metabolism, and gain of the polyhedrin gene, which can be visu-
alized by the presence of occlusion bodies in infected cells.
Transfection information is described on page 145. Although many
people have success with liposome-mediated transfection, we have
found that calcium phosphate precipitation works quite nicely. The pro-
tocol for calcium phosphate precipitation is on pages 146–147.
The initial homologous recombination takes approximately 2 h to set up
and then a 5 day incubation as virus is produced. Generally, the
medium contains greater than 90% recombinant virus, so a scale-up of
this mixture can be produced and used for injection to test efficacy of
the virus. Each round of end-point dilution takes approximately 1 h to
set up and then a 7 day incubation. Scale-up of virus requires 3–4 days
of incubation. Slightly higher titers of virus can be achieved in mono-
layer cell culture, but we found it more efficient to produce virus in sus-
pension culture, as we could produce larger quantities of virus in a
smaller space.
Virus purification can be undertaken by either plaque purification or
endpoint dilution. We found that end-point dilution is somewhat
easier, faster and less prone to contamination than plaque purifica-
tion. The concept in endpoint dilution is that a dilution series of virus
is used to infect cells; at a particular dilution, there is only one (or no)
virus particle in each well. Thus, a single virus can be isolated and
expanded. The protocol for endpoint dilution can be found on pages
155–158. When looking for the loss or gain of β-galactosidase, we
typically use X-gal at 240 µg/ml final concentration (stock concentra-
tion 20–40 mg/ml in DMSO). We recommend letting incubation
proceed for a full 7 days, to ensure easily visible color reactions.
After three rounds of endpoint dilution, the virus can be amplified
according to the protocol described on pages 165–166. Be sure to
confirm the identity of the recombinant virus by immunohistochem-
istry, restriction digests and/or Southern hybridization.
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Figure S1
Expression and quantitation of ectopic Ubx in Drosophila embryos.
Stage 15 embryo infected with hsp–Ubx and then stained with a
Drosophila-specific Ubx antibody (FP3.3). The fainter expression to the
left (toward the posterior end of the embryo) of the red line (which
indicates the boundary between parasegments 4 and 5) is endogenous
expression, whereas the more intense and mosaic expression to the right
(toward the anterior end of the embryo) of the red line is ectopic
expression. Further, the individual intensely expressing cells (red arrows)
to the right of the red line are ectopic plus endogenous expression. By
comparing signal intensity of endogenous and ectopic expression using
Adobe Photoshop, we determined that virus-mediated Ubx expression is
approximately threefold to fivefold greater than in the wild type.
Figure S2
Comparison of needle sizes used for injecting Drosophila, Tribolium
and Xenopus embryos. (a) Needle used for Drosophila embryo
injection. The needle diameter is approximately 2 µm and the point is
beveled. (b) Needle used for Tribolium injection. The needle diameter is
approximately 4 µm and the point is beveled. Although this needle size
works quite well for Tribolium, a needle diameter of 2 µm is equally
effective. (c) Needle used for Xenopus injection. The needle diameter is
approximately 8 µm and the point does not need to be beveled.
(a)
(b)
(c)
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Example: v-h/wg virus
The full-length wg DNA fragment was cut out of pSP65wg using
BamHI and AflII, blunted with Klenow enzyme and gel-purified. The
plasmid KS/hsplacZ (Bluescript KS containing the hsp70 promoter
and lacZ gene) was cut with EcoRI and HindIII, blunted with Klenow
enzyme and the larger fragment (containing the hsp promoter and
Bluescript KS) was gel-purified. These two pieces were ligated
together to produce KS/hspwg. After confirming that wg was inserted
in the correct orientation behind the hsp70 promoter, the entire cas-
sette containing the hsp70 promoter and wg open reading frame was
cut out by a XbaI and BamHI double digest. The transfer vector (called
KS/3272bp transfer vector) contains baculovirus sequences, derived
from the EcoRI fragment of the viral genome, which facilitate homolo-
gous recombination with the parental virus. This transfer vector has a
unique EcoRV site just upstream of the polyhedrin gene. The hspwg
cassette was inserted into the transfer vector at this EcoRV site. Orien-
tation of the cassette in the transfer vector appears to have no effect.
Purification of the transfer plasmid is important. Qiagen miniprep or
midi/maxiprep purified DNA is suitable for transfection.
Although one can purchase predigested BacPak (parental virus) viral
DNA from Clontech, one can maintain a stock of this virus and purify
DNA when necessary. Viral DNA was purified as follows (see also
page 141 in [S1]): pellet 10 ml of viral supernatant, resuspend the
pellet in 10 mM Tris, 10 mM EDTA, 0.25% SDS, pH8.0 using a cut-off
pipet tip to avoid shearing the viral DNA and add proteinase K to a final
concentration of 50 µg/ml; incubate overnight at 37°C. The next day,
phenol, phenol/chloroform, chloroform extract, then precipitate in
ethanol and 100 mM sodium acetate pH 5.2. Be sure not to let the
pellet dry out! Resuspend (again use a cut-off pipet tip) in TE (10 mM
Tris, 1 mM EDTA, pH 8.0) and let incubate several hours at 37°C to
dissolve. Digest 10 µg viral DNA with 80 units Bsu36I overnight at
37°C. Add 20 more units and digest a further 2 h. Virus DNA is now
ready for use in homologous recombination.
Transfection was carried out as described above, using 1 µg viral DNA
and 1 µg transfer vector per dish. Use Sf9cells for the transfection, end-
point dilution and scale-up of virus. We recommend at least two indepen-
dent transfections because sometimes one of the transfection reactions
will contain an incorrectly recombined virus. Let infection continue for
5 days. Often, it is difficult to see occlusion bodies in this initial transfec-
tion. One can either accept on faith that the homologous recombination
has occurred (it has never failed for us) or try infecting a well or dish of
cells with 0.25 ml of this undiluted virus. Be sure to purify at least one
virus from each transfection reaction. For the hspwg virus, selection was
straightforward, as the recombinant virus has occlusion bodies (visible as
polyhedra in the nuclei of infected cells 48 h or more after infection) and
do not have β-galactosidase, that is, both gain and loss of a phenotype
as described in [S1]. After three rounds of end-point dilution, scale up
production of the purified virus and store the supernatant at 4°C. To
confirm identity of the virus, use whatever combination of PCR, restriction
digests and/or Southern hybridization to confirm proper insertion. If pos-
sible, perform immunohistochemistry on Sf9 cells infected with desired
recombinant virus to confirm protein synthesis.
For misexpression experiments, follow protocols described in the paper
for concentration and injection of the virus.
Other possible species for misexpression
We would predict that baculoviruses will not be effective for misexpres-
sion in Lepidoptera, as injection of baculoviruses into many Lepi-
doteran species leads to a productive infection (see [S2,S3]). We have
had limited success infecting amphipods (Crustacea: Amphipoda).
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